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168a Sunday, February 8, 2015of the biomolecule with a surface for imaging, and care must be taken to avoid
surface-specific effects on the sample. Here, we examined the structural orga-
nization of the bacterial polar scaffold protein PopZ by AFM, and analyzed the
effect of surface-immobilization conditions on PopZ’s nanostructural assembly
characteristics. We measured the structures and densities of PopZ complexes
on positively and negatively charged as well as hydrophobic surfaces, and
compared structural organization of these assemblies in aqueous environments.
Our results illustrate how choice of surface immobilization conditions can
affect structural studies of polymeric assemblies, and demonstrate the tremen-
dous advantages of AFM for directly imaging biomolecules in aqueous, phys-
iological conditions. Finally, our results provide new insight into the structures
of multimeric PopZ nano-assemblies that have been thus far unattainable using
standard EM methods, providing direct evidence for PopZ self-assembly into
organized three-dimensional polymeric networks.
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More than 30% of proteins in any organism are transported from the site of syn-
thesis into or through cell membranes to properly localize and function. The
general secretory (Sec system) is the major route of export for proteins from
the cytosol of Escherichia coli and all eubacteria. The pathway through the
membrane - the translocon - is provided by SecYEG, a protein complex that
is highly conserved having homologs across the kingdoms of life. SecA is
the ATPase of the Sec system and it binds SecYEG to perform translocation.
In so doing, SecA makes large surface area contact with the unstructured cyto-
plasmic loops spanning transmembrane helices 6-7 and 8-9 of SecY. Despite
their broad functional significance, measurements of flexible and disordered
protein domains remain a significant experimental challenge. Recently, atomic
force microscopy (AFM) has emerged as an important complementary tool in
biophysics and is well suited for studying membrane proteins in near-native
conditions. Here we studied purified SecYEG that was reconstituted into lipo-
somes. After confirming activity, changes in the structure of SecYEG as a func-
tion of time were directly visualized. The dynamics observed were significant
in magnitude and were attributed to the aforementioned loops of SecY. In addi-
tion, we identified a distribution between monomers and dimers of SecYEG as
well as a smaller population of higher order oligomers. We have also imaged
SecA engaged on SecYEG and related the structural states observed to the ac-
tivity of the translocase. Currently we are working towards determining the
oligomeric state of SecA during active translocation, and further exploring
the dependency which we uncovered of the SecYEG oligomeric state on the
protein species being transported. Taken together, this work provides a novel
and near-native vista of central components of the protein translocation
machinery.
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In vitro investigation of mechano-electrical behavior of cardiomyocytes can
open new ways for detecting and predicting pathological conditions directly
linked to alteration of the Excitation Contraction Coupling (ECC), such as heart
failure, myocardium ischemia, cardiac hypertrophy and genetic dystrophies.
For this purpose we propose an integrated experimental setup based on atomic
force microscopy (AFM), extracellular field potential measurement by micro-
electrode arrays (MEAs), and fluorescence microscopy (FM), that can supply
time-resolved information, at the single fibre level, of cell mechanical proper-
ties, in relation with its electrical and chemical properties, during the beating
cycle. AFM allows to probe topography and visco-elastic properties of beating
myocytes with sub-micrometric resolution that can be coupled to simultaneous
calcium imaging by FM and electrophysiology recording by MEA. The use of
MEA as a multisite, non-invasive, recording technique greatly increases the
throughput of a single experiment. In order to explore the capabilities of the
proposed experimental method we monitored ECC and its alterations as a
response to the introduction of substances altering cell contractility, such bleb-
bistatine, or beating rate such as caffeine.843-Pos Board B623
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Classical cadherins are Ca2þ-dependent cell adhesion proteins that play essen-
tial roles in the development and maintenance of tissues. Cadherins bind in two
distinct conformations, Strand Swap dimer (SS-dimer) and X-dimer. These
conformations respond to mechanical force differently: while SS-dimers
form slip-bonds which become weaker as the force is increased, X-dimers
form catch-bonds that strengthen when pulled. In contrast, wild type
cadherins form ideal bonds, which are insensitive to applied forces. Here we
use single molecule Atomic Force Microscope (AFM) force clamp spectros-
copy and computer simulations to resolve the molecular mechanism for ideal
bond formation. Using single molecule force clamp measurements, we demon-
strate that ideal bonds are formed as wild type cadherins shuttle between
X-dimer and SS-dimer conformations. Computer simulations show that the
probability of conformational switching varies with force. Our data suggest
that force induced conformational shuttling enables cadherins to withstand
mechanical stress.
844-Pos Board B624
Whole Cell Biochemical and Nanomechanical Investigations of Bacillus
Using Atomic Force Microscopy
Congzhou Wang1, Christopher J. Ehrhardt2, Vamsi K. Yadavalli1.
1Chemical and Life Science Engineering, Virginia Commonwealth
University, Richmond, VA, USA, 2Forensic Science, Virginia
Commonwealth University, Richmond, VA, USA.
Atomic force microscopy (AFM) based adhesion force spectroscopy and elas-
ticity measurements have emerged as powerful tools in the biophysical analysis
of cellular systems. Such measurements can now be extended to probe the dis-
tribution of specific biomolecules and elasticity at the single cell level. Here, we
report on studies using Bacillus cereus, a common food-borne pathogen, as a
model system. Using AFM-based adhesion force spectroscopy coupled with
lectin probes - wheat germ agglutinin (WGA) and concanavalin A (ConA),
we show the spatial mapping of specific cell-surface carbohydrate targets -
N-acetylglucosamine (GlcNAc) and mannose/glucose (Glu). We show the
compositional change from the vegetative cell to the spore, mapped, and quan-
tified at the nanoscale across single B. cereus cell surfaces. The surface molar
ratios of GlcNAc:Glu are ~4:1 on a vegetative cell surface but display a switch
to ~1:3 on a spore surface. This trend is in excellent agreement with previously
reported values using GC-MS and chromatography conducted on bulk samples.
Further, we investigated the morphological and nanomechanical transforma-
tion of B. cereus in the sporulation process in response to temporal nutrient
deprivation conditions. Using AFM imaging and elasticity mapping, we
observed the morphogenesis and the progression in elasticity of the endospore
and released mature endospore. The elastic modulus increased nearly 300%
from the rod-like vegetative cell (1.15 0.2GPa) to the oval-shape mature spore
(5.150.3 GPa) due to the formation of spore coat and cortex. Collectively,
these investigations demonstrate atomic force microscopy as a versatile single
cell technique in microbiology to quantitatively detect and spatially map bac-
terial surface biomarkers and probe key spatial and temporal changes in surface
biochemical and nanomechanical properties during cellular activities.
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Atomic force microscopy (AFM) is used in measuring dissociation in protein
systems and protein-protein interactions forces at single molecular level. How-
ever, an explicit interpretation of the acquired rupture force data is not always
easy. The Bell-Evans Standard Theory, used for analyzing rupture force data
(contingent on the concept of thermal activation and the deformation of the
activation barrier) yields a rupture force distribution function which is skewed
to the left (towards low force). However, most of the experimental measure-
ments of rupture force data generate a probability distribution function (pdf)
with a high force tail. The probable cause of this high force tail in the rupture
force pdf is either multiple attachments (though recognizable multiple ruptures
are typically removed from rupture force analysis) or heterogeneous bonding.
To study the effect of multiple attachments, we created a varying density of
active sites using self assembled monolayer by incubating the substrate in
mixed solutions of active (biotin) and inactive (methyl-terminated) PEG mol-
ecules and pursued imaging and force measurements with avidin functionalized
